. Characterization of cingulin KD Eph4 cells. (A) Immunoblotting of Eph4 and cingulin KD cells (two clones: KD1 and KD2) for cingulin (CGN), claudin (Cld)-1, -3, -4, -7, and -12, JAM-C, ZO-1, and ZO-2 as tight junction (TJ) proteins and for afadin, E-cadherin (E-cad), -catenin (-Ctn), and -catenin (-Ctn) as adherens junction (AJ) proteins. -Tubulin (-Tub) was used as the control. (B-E) There were no differences in the AJ and TJ protein expressions between the Eph4 and cingulin KD cells. The cingulin KD cells (asterisks) were co-cultured with Eph4 cells. (B) Actin staining. The actin staining pattern was not changed by cingulin KD. (C) Phosphorylated myosin staining. MLC-2P, phospho-myosin light chain 2 (Thr18/Ser19). Note that the immunofluorescence levels of phosphorylated myosin light chain and ZO-1 were not changed by the cingulin KD. (D) p114 RhoGEF staining. Note that the immunofluorescence intensity of the p114 RhoGEF and ZO-1 were not changed by cingulin KD. (E) GEF-H1 staining. Note that the GEF-H1 was cytoplasmic and not localized to the TJs. Bars, 10 µm. switch. Eph4 cells were grown on 35-mm glass-bottom dishes (Iwaki) and cultured on stage of microscopy using an incubation system for microscopy (ONICS; TOKAI HIT). Image acquisition was one frame per 15 min. The signals of activated RhoA were observed at cell-cell contacts.
Video 7. FRET analysis for Raichu-RhoA in the cingulin KD cells during 12 and 24 h after Ca 2+ switch. Cingulin KD Eph4 cells were grown on 35-mm glass-bottom dishes (Iwaki) and cultured on stage of microscopy using an incubation system for microscopy (ONICS; TOKAI HIT). Image acquisition was one frame per 15 min. The signals of activated RhoA were detected at cell-cell contacts as in FRET analysis of Eph4 cells.
